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AB Reagents, devices, methods, and kits used in the anal, of low-mol . -weight 
compds. too small to bind 2 sp. -binding members at the same time are 
described. The method comprises (a) contacting the test sample 
sequentially or simultaneously with (i) an analyte-substitute reagent 
comprising an analyte component attached to a ligand component and (ii) a 
1st sp. binding member capable of binding an epitope on both the test 
analyte and the analyte component; (b) contacting mixture from a 
sequentially or simultaneously with (i) a capture reagent comprising a 2nd 
binding member sp. for the analyte-substitute reagent and (ii) an 
indicator reagent comprising a label and a 3rd binding member for binding 
the reagent; and (c) detecting bound or free label. The analyte component 
has >1 epitope in common with the analyte, and the ligand component 
binds to a ligand-binding member but is not reactive with the analyte-sp. 
binding member. A competitive EIA for cocaine in urine is 
described using antibody to a cocaine analog (preparation described) 
(I), a I-f luorescein derivative complex as the analyte-substitute reagent, and 
antif luorescein antibody capture reagent conjugated to latex 
microparticles . 
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9001-78-9D, conjugates with antibodies 
RL: ANST (Analytical study) 

(to cocaine analog, for cocaine immunoassay) 
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(to fluorescein, in morphine immunoassay) 
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AB Antibodies for cocaine and benzoylecgonine were prepared by 

established methods using diazotized 4-aminococaine or 

4-aminobenzoylecgonine conjugated to bovine serum albumin as immunogens . 
Enzyme immunoassay was first developed using diazotized 4-aminococaine or 
4-aminobenzoylecogonine conjugated to horseradish peroxidase as the enzyme 
labels. The IC-50!s of cocaine and benzoylecgonine were 4 ng/ml . 
and 2 ng/ml for their respective antibodies. However, the IC-50!s of 
cocaine and benzoylecgonine decreased to 0.4 ng/ml and 0.1 ng/ml 
respectively when two heterologous haptens, 4-f ormylcocaine and 4-formyl 
benzoylecgonine, were synthesized and used for enzyme labeling. The 
sensitivity of the assays was considerably improved using the heterologous 
bridge strategy. 
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AB The accuPINCH qual . screening kits (Hycor Biomedical Inc., Garden Grove, 
California) are easy to use and require little training and need no 
instrumentation. The test is a competitive immunoassay that incorporates 
the use of an enzyme conjugated to the resp. drug, a disk with 
antibody against the drug (separation disk), and a second 
disk containing a chromogen (detection disk) . The chromogen system 
immobilized on the detection disk is ABTS in combination with 
horseradish peroxidase (HRP) and glucose. In the presence of 
enzyme conjugate, glucose is oxidized forming hydrogen 

peroxide. The latter serves as a reactant in the HRP-mediated oxidation of 
ABTS. The resulting green color is visually interpreted on the detection 
disk. 
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